SUPPORTING MATERIAL MATERIALS AND METHODS

Construction of expression vectors for L-type Ca
2+
channel auxiliary subunits cDNA coding sequence of human full-length Ca V  1a subunit (GeneBank accession #M92301) was excised from pIRES2-EGFP- 1a (1) by SacI and BamHI endonucleases and inserted into SacI and BamHI sites of pIRES2-DsRed2 (Clonetech, Mountain view, CA, USA) to generate pIRES2-DsRed2- 1a . Human full-length Ca V  2b subunit (GeneBank accession #AF285239) was encoded by bicistronic expression vector pIRES2-EGFP- 2b (2) . cDNA encoding human Ca V  2 1 subunit (GeneBank accession #NM_00722) was excised from plasmid pcDNA3.1/Hygro- 2 1 (kindly provided by Prof. Dr. Lehmann-Horn) (3) by digestion with BamHI and NotI and, then, subcloned into the BamHI and NotI sites of vector pIRESpuro3 (Clonetech, Mountain view, CA, USA), yielding expression vector pIRESpuro3- 2 1.
Cell culture and transfection
HEK293α 1C cell line stably expressing human cardiac Ca V 1.2 subunit (GeneBank #NM_000719) was a generous gift of Dr. Gyula Varadi (4). HEK293α 1C cells were cultured and co-transfected with auxiliary subunits as described previously (1, 5) . Here, Ca V α 2 1 subunit and either Ca V  1a , Ca V  2b or a mixture of both Ca V  subunits were used. For transfection, pIRESpuro3- 2 1 was mixed with either pIRES2-DsRed2- 1a , pIRES2-EGFP- 2b or the mixtures of pIRES2-DsRed2- 1a and pIRES2-EGFP- 2b in 3:1 ratio by DNA mass (i.e., 4.5 µg of pIRESpuro3- 2 1 was applied along with 1.5 µg of plasmids encoding Ca V  subunits). For competition experiments, pIRES2-DsRed2- 1a and pIRES2-EGFP- 2b were mixed in 2:1 or 1:1 ratios by plasmid DNA mass (i.e., 1 µg of pIRES2-DsRed2- 1a and 0.5 µg of pIRES2-EGFP- 2b for mixture 2:1, and 0.75 µg of both pIRES2-DsRed2- 1a and pIRES2-EGFP- 2b for mixture 1:1). For mock-transfections (  ), mixture of pIRES2-DsRed2 and pIRES2-EGFP plasmids (1:1 ratio by DNA mass) was used instead of plasmids encoding Ca V  subunits. In addition to the procedures described in (1), 24 h after transfection, cells were cultured under the normal growth condition in selective medium (complete culture medium containing geneticin and puromycin (both from PAA, Pasching, Austria) at final concentrations of 500µg/ml and 3 µg/ml, respectively) in 35 mm Petri dishes (Falcon, Heidelberg, Germany) to ensure selecting of the fluorescent cells that express Ca V  2 1
subunit.
Whole-cell current analysis
To calculate peak current density, the I-V data from each cell were fitted with a Boltzmann- To obtain the voltage dependence of the steady-state inactivation, cells were depolarized from a holding potential to conditional pre-pulses from -110 to +40 mV for 5 s, after which they were depolarized to a test potential of +10 mV for 125 ms (applied every 30 s). Current amplitudes were fitted with the Boltzmann function:
where I max is the maximum current amplitude, V inact is the conditional potential, V 0. Table   S1 ). PCR Master Mix containing Quanti Tect SYBR Green (Qiagen, Hilden, Germany), primer concentrations of 0.5 µM and cDNA were prepared according to manufacturers' protocols. Reactions were run on a Lightcycler (Roche Applied Science, Basel, Switzerland) with 15 min initial denaturation at 95 °C, then thermo cycled at 95 °C for 15 s, 58 °C for 25 s, and 72 °C for 10 s for 35 cycles, followed by melting curve analysis. ct values were calculated from differences between GAPDH and the different subunits of Ca V channels. * and † for statistics, p≤0.05 and p≤0.01 compared with Ca V 1.2 channels from mocktransfected cells (  ) (one-way ANOVA followed by Dunnett´s post-test). ‡ and § for statistics, p≤0.01 and p≤0.05 compared with Ca V 1.2 channels containing  2b -subunits (one-way ANOVA followed by Dunnett´s post-test).
